mice. Colitic mice were killed 8 weeks after transfer (termed colitic) and compared with untransferred Rag1 -/-mice (termed control). Percentages of CD150 + CD34 -LSK (LT-HSC) among total BM cells and splenocytes are depicted. Data are representative of two independent experiments, each point represents an individual mouse and horizontal bars represent group means. Statistical significance was determined using a Mann Whitney test. Innate-driven colitis was induced by Helicobacter hepaticus infection of 129SvEv.Rag2 -/-mice. Mice were killed 8 weeks (colitic) after infection and compared to untreated Rag2 -/-mice (control). (C) Rag1 -/-mice transferred with WT naïve T cells were killed 6 wk after T cell transfer. cLPL and splenocytes were harvested and restimulated 4 hours with PMA/ionomycin/Brefeldin A. Cells were first stained with live/dead stain and anti-TCR-β and then fixed, permeabilized and stained for intracellular cytokines.
In the mid-right panel, Rag1 -/-mice were cotransferred with 1:1 mixtures of CD45.1 + (WT) and CD45.2 + (Il23r -/-) CD4 + CD45RB hi T cells, as described in Figure 7C and in (Ahern et al., 2010) , to assess if IL-23 has a cell intrinsic effect on triple producer T cell differentiation (IFN-γ + IL-17A + GM-CSF + ). 4 wk after T cell transfer, IL-17A, IFN-γ and GM-CSF levels in colonic CD4 + T cells were assessed.
(D) Rag1 -/-Il23p19 -/-(p19 -/-) and Rag1 -/-(p19 +/+ ) mice were injected with CD4 + CD45RB hi T cells and killed 6 wk after T cell transfer and compared with untransferred Rag1 -/-control mice. As described in (Hue et al., 2006) , T cell transferred Rag1 -/-Il23p19 -/-mice had mild colonic inflammation and low leukocyte infiltration (upper left panel) while Rag1 -/-mice were severely colitic. BM cells were stained for Gr1 and Ter119. BM cells, splenocytes and cLPL were stained for Lin, Sca-1, c-Kit, CD34, FcγRII/III. Of note untransferred Rag1 -/-Il23p19 -/-and Rag1 -/-had similar myeloid progenitor and mature myeloid cell numbers in BM and periphery (data not shown).
(E) Rag1 -/-Il23p19 -/-and Rag1 -/-mice received CD4 + CD45RB hi T cells alone ("p19 -/-" and "p19 +/+" respectively) or Rag1 -/-mice received CD4 + CD45RB hi T cells in combination with CD4 + CD25 + T reg cells ("Treg protected"). 6 wk after T cell transfer BM cells were harvested and stained for IFN-γ production by T cells as described in (C).
In A, C, D, E, each point represents an individual mouse and horizontal bars represent group means. Statistical significance was determined using a Mann Whitney test.
